WO 2005/015238 



1/20 



PCT/NL2004/000550 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/015238 



2/20 



PCT7NL2004/000550 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/015238 



3/20 



PCT/NL2004/000550 



§- 



I 



to 



$2 CP! 



Jsss 



2 



CO 



s 

5 





55 



3 



■8 



CN 



^ : 
Mr 



CD 



s U 

•A J : S 



1 • 1H 



i 

CO 

■J : i i 



8 ■* 



° g S a f " 



8 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/015238 



4/20 



PCT/NL2004/000550 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/015238 



5/20 



PCT7NL2004/000550 



Fig. 5 



ET320al 




CpHaoNaC^PtS 
Exact Mass: 445.09 
MoL Wt.: 445.42 
C, 24.27; H, 4.53; N, 9.43; 0, 10.78; Pt, 43.80; S, 7.20 
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structure and theoretical mass spectrum of ET320al 
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Fig. 6 
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C 9 H 21 CIN303PtS 
Exact Mass: 481.06 
Mol. Wt: 481.88 
C, 22.43; H, 4.39; CL 7.36; N, 8.72; 0, 9.96; Pt, 40.48; S, 6.65 




structure and theoretical mass spectrum of ET320a3 
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Fig. 7 



ET320M 




C9H 16 D 4 N30 3 PtS 
Exact Mass: 449.11 
Mol. Wt: 449.44 
C, 24.05; H, 5.38; N, 935; 0, 10.68; Pt, 43.40; S, 7.13 
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structure and theoretical mass spectrum of ET320M 
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Fig. 8 



ET320b2 
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S |t NH 2 

CH 3 CI 



C9H 17 D 4 ClN 3 03PtS 
Exact Mass: 485.09 
Mol. Wt: 485.90 
C, 22.25; H, 5.18; CI, 7.30; N, 8.65; O, 9.88; Pt, 40.15; S, 6.60 
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structure and theoretical mass spectrum of ET320b2 
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Fig. 9 



ET320o 

Molecular Formula = C 12 CI N 7 0,PPt 
Monoisotopic Mass = 653.060402 Da 
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structure and theoretical mass spectrum of ET320c 
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Fig. 10 

ET320d 
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structure and theoretical mass spectrum of ET320d 
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Fig. 11 

mass spectrometry analysis of differentially labeled LWMR peptide with light 
(bifunctional ULS-dO) and heavy (bifunctional ULS-d4) platinum complexes. 
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Note that the exact M/Z values of peaks from different spectra do not line up exactly. 
These minor differences are due to the fact that in some measurements (the 10:0, 10:10 
and 0:10 mixtures), nanospray was used for sample application, rather than flow injection. 
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Fig. 12 

mass spectrometry analysis of differentially labeled LWMR peptide with light 
(monofunctional ULS-dO-BOC) and heavy (monofunctional ULS-d4-BOC) platinum 
complexes. 
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Fig. 13 




27 + 37 



run free free 
product peptide ULS 



HPLC of LWMR peptide labeled with monofunctional ULS-dO- BOC (37) 
and monofunctional ULS-d4- BOC (27) and as a mixture. Absorbance was 
at 220nm on a C18 (4.6mm) 5u column. 
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Fig. 14 



Met, Alkylated Cys and His peptides 
20m M ammonium acetate pH 7 
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20mM NH5C03 and 0.05N HCI pH 3 
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Labeling efficienty of ULS at different pH. 

Labeling of peptides containing ULS targets M, C, or H with 3-fold molar excess of ULS at 
45°C at pH 7(Ammonium acetate) or at pH 3 (HCI and Ammonium carbonate). Peptide 
YGGFM and peptide CDPGYIGSR (Cysteine iodoacetamide alkylated) and FHLLREVLE 
were subjected to labeling and in a time course samples were taken and subjected to ESI-MS 
analysis. Kinetics of labelling were derived from MS data. 

Al : At pH 7 Peptide YGGFM and peptide CDPGYIGSR were labeled to saturation within 6 
hrs and FHLLREVLE was labeled to 25% saturation. 

A2: at pH 3 Peptide YGGFM was labeled to saturation within 8 hrs whereas peptide 
FHLLREVLE was not labeled at all within 21 hrs, thus low pH prevents His labelling. 
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Fig. 15 
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Fig. 16 
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Fig. 17 
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Fig. 18 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/015238 



19/20 



PCT/NL2004/000550 



Fig. 19 
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Fig. 20 
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